. p21 Is Degraded in Early Mitosis U-2 OS cells were first synchronized at the G1/S boundary by adding aphidicolin for 24 hours. Cells were subsequently washed and allowed to progress through the cell cycle for the indicated hours. Protein extracts were analyzed by immunoblotting with antibodies against the indicated proteins. Cell cycle phases were monitored by flow cytometry.
. The C Terminus of Cdc20 Is Required for Binding to p21 (A) Schematic representations of wild type Cdc20 and 7 different mutants.
Cdc20(470-499) is a C-terminal deletion mutant missing the last 19 amino acids. Cdc20 ∆N165 is an N-terminal deletion mutant. It lacks the first 165 amino acids that contain a C-box, required to interact with APC/C core subunits (Schwab et al., 2001; Thornton et al., 2006) ; a KEN-box, a degradation motif (Pfleger and Kirschner, 2000) ; the Mad2-binding motif (Zhang and Lees, 2001) ; and part of a CRY-box, a second degradation motif (Reis et al., 2006) . ∆N133 is an N-terminal deletion mutant missing the first 133 amino acids (that include a C-box domain and a KEN-box motif). ∆96 is an N-terminal deletion mutant missing the first 96 amino acids. The KEN/N mutant contains substitutions of amino acids 97-99 (Lys, Glu and Asn) and 103 (Asn) to Ala. The IR-AA mutant contains substitutions of amino acids 498 and 499 (Ile and Arg) to Ala. The IR motif is conserved in Cdh1 and contributes to the binding of the activators to the core subunits of APC/C, as well as to its activity (Passmore et al., 2003; Thornton et al., 2006; Vodermaier et al., 2003) . The 7A mutant contains substitutions of the following amino acids: Ser41, Thr55, Thr59, Thr70, Thr157, Ser408, and Ser452 to Ala. These 7 residues are phosphorylated by Cdk1 to inhibit Cdc20 function (Yudkovsky et al., 2000) . (B) HEK293T cells were transfected with an empty vector (EV) or constructs encoding the indicated FLAG-tagged proteins. Exogenous proteins were immunoprecipitated (IP) from whole cell extracts (WCE) with an anti-FLAG resin, and immunocomplexes were probed with antibodies to the indicated proteins. The bracket on the right side of the panels marks a ladder of bands corresponding to polyubiquitylated p21. The stacking gel was also analyzed by autoradiography to detect the polyubiquitylated species of p21 that were too large to enter the separating gel. When methylated ubiquitin (chemically modified to block all of its free amino groups) was added to the in vitro reaction, the abundance of the slowest migrating bands decreased. This effect is due to the capping of polyubiquitin chains by methylated ubiquitin, which competes with the ubiquitin present in the rabbit reticulocyte lysate (used to in vitro transcribe/translate p21) and terminates the polyubiquitin chains. This experiment formally demonstrates that the high molecular weight forms of p21 are indeed polyubiquitylated species of the protein. 
Figure S4. Cdc20 Targets p21 for Degradation in Early Prometaphase
Hct116 p21+/+ and Hct116 p21 -/-cells were transfected twice with siRNA oligos to a non-relevant mRNA (Lac Z) or to Cdc20 mRNA, as indicated. Cells were then synchronized at G1/S using double thymidine block and then released to allow cells to progress through the cell cycle for 18 hours (adding nocodazole during the last 12 hours). Prometaphase round cells were collected by gentle shake-off. Whole cell extracts (WCE) were subjected to immunobloting with antibodies to the indicated proteins. The steady-state levels of p21 wild type (WT) and p21(K0) mutant were analyzed by immunoblotting extracts from HEK293T cells transfected with a construct encoding untagged p21 in the presence of an empty vector (EV), HA-tagged Cdc20, or HA-tagged Skp2. p21 was detected by immunoblotting with an antip21 antibody, whereas Cdc20 and Skp2 were analyzed using an anti-HA antibody. Cul1 was used as a loading control. 
